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2000:335530 Document No. 132:344868 Chemically modified mutant serine 
hydrolases show improved catalytic activity and chiral ^ selectivity . 
Jones, John Bryan; Dickman, Michael (Genencor International, Inc. , USA) . 
P^?nt Appl/wo' 2000028007 A2 20000518, 68 pp. DESIGNATED STATES: W: 
AE, AL, AM , AT , AU, AZ, BA, BB, BG, BR, BY, CA, CH, CN, CR, CU, CZ, DE, 
DK DM EE ES, FI, GB, GD, GE, GH, GM, HR, HU, ID, IL, IN, IS, JP, KE, 

NO, NZ, PL, PT, RO, RU, SD, SE, SG, SI, SK, SL, TJ, TM, TR, TT, TZ, UA, 
UG UZ, VN, YU, ZA, ZW, AM, AZ, BY, KG, KZ, MD, RU, TJ, TM; RW. AT, BE, 
BF, BJ, CF, CG, CH, CI, CM, CY, DE, DK, ES, FI, FR, GA, GB, GR, IE, IT, 
LU MC, ML, MR, NE, NL, PT, SE, SN, TD, TG. (English .CODEN.PIXXD2 . 
APPLICATION: WO 1999-US26586 19991109. PRIORITY: US 1998-PV107758 
19981110; US 1998-PV113061 19981221. . 
AB This invention provides novel chem. modified mutant serine hydrolases that 
catalyze a transamidation and/or a transpeptidation and/or a 

***transesterification*** reaction. The modified serine hydrolases have 
one or more amino acid residues in a subsite replaced with a . . 

***cysteine*** , wherein the ***cysteme*** is modified by replacing 
the thiol hydrogen in the ***cysteine*** with a substituent goup 
providing a thiol side chain comprising a moiety selecte ^ ^° m J^ | r °"| 
consisting of a polar arom. substituent, an alkyl ammo group with a pos. 
charge, and a glycoside. In particularly preferred embodiments, the 
substituents include an oxazolidinone, a C1-C15 alkyl ammo group with a 
pos. charge, or a glycoside. Thus, covalent modification of Bacillus 
lentus ***subtilisin*** ***cysteine*** mutants with 
mandelate-based, oxozolidinone-based, or indanol : based chiral liganas 
causes remarkable changes in activity and specificity. 

L19 ANSWER 2 OF 4 CAPLUS COPYRIGHT 2001 ACS 

1999-49990 Document No. 130:219776 Chemically modified mutants of 

***subtilisin*** Bacillus lentus catalyze ***transesterif ication*** 
reactions better than wild type. Dickman, Michael; Lloyd, Richard c. ; 
Jones, J. Bryan (Department of Chemistry, University of Toronto, Toronto, 
ON, M5S 3H6, Can.). Tetrahedron: Asymmetry, 9(23), 4099-4102 (English) 
1998 CODEN: TASYE3 . ISSN: 0957-4166. Publisher: Elsevier Science Ltd. . 

AB A combined site-directed mutagenesis ^nd chem. modification strategy has 
been used to create superior enzyme catalysts for the resoln ; of racemic 
primary and secondary ales, using a ***transesterif ication 
Reaction. The chem. modified mutant, N62C-S-CH3, of ***subtilisin*** 



used. 



L19 ANSWER 3 OF 4 CAPLDS COPYRIGHT 2001 ACS * + *c llh1 -i lisin*** for 

JACSAT. ISSN: 0002-7863. *** oin hHlisin*** 8397 

AB Several variants derived from the thermostable ***subtilism eo 

M wele made L create an enzyme that is more stable toward org solvents or 

has a broader specificity for the PI' residue in Ration jr^s^ore 

stabiiiSS^ 
^da^yr'^^ 

stIb?ntiefof ?hese variant? in high concns. of ^rophxlrc org. -1-nts 
were higher than that of the wild-type enzyme, the D181N variant was less 
stable than the 8397 variant. It appears that removal of ^elated surface 
charges does not necessarily improve the enzyme s tab^lity in P°l« ^J; 
solvents. A dramatic change of the enzyme stability in DMF was however^ 
obsd in the presence of different counterions. ***Subtilisin btfM 
tyopniUzed from Tris-HCl buffer (50 mM, P H 8.4) and suspended DM (the 
enzyme is partially sol.), for example, was complet ely ^^tivat ed in 
min at 25 dearee , while the enzyme still retained about 70 o or tne 
Siginal aSKSy in a week if ijSphilized . f rom sodium phosphate buffer 
(50 mM, P H 8.4) (the enzyme is completely insol. in DMF) . In general^ the 
enzyme lyophilized from org. buffers deactivates in D ^ m ^h faster than 
that from inorq. buffers. A similar counterion effect was obsd. with 
oth^r variants These studies suggest that subtilisins are very unstable 
^"eSSeS^ireS!"^; testability is however markedly improved 
if the enzyme is protected by water or salts ^om ^tact with thj 
solvent To use subtilisins and variants in ***transesterirication 
or Snolysis in org. solvents, water (3-30%) is usually present to have 
significant reactivity, and for ***transestenf ications*** , it was 
found that a good rate and yield could be achieved in ethanol contg 30 o 
water. For use in peptide segment ligation in aq. soln., the active site 
serine of ***subtilisin*** 8397/C206Q was converted chem. to 

""cysteine*** , forming thiosubtilisin 8397/C206Q, andthe 
aminoSsis: hydrolysis ratio was several orders of magnitude higher than 
that for ***subtilisin*** BPN 1 and comparable to that for 
thiosubtilisin BPN' . The 8397 variant was also modified at the SI site 
via M222A/Y217W mutations to broaden the PI 1 specificity. 

L19 ANSWER 4 OF 4 CAPLUS COPYRIGHT 2001 ACS h ^ na altered 

1988:607529 Document No. 109:207529 Preparation of enzymes having altered 
***transesterification*** /hydrolysis rate ratios and nucleophile 
specificities. Arbige, Michael Vincent; Estell, David Aaron; ^psin 
Michael Jay; Poulose, Ayrookaran Joseph (Genencor, Inc . , USA) . Eur. tat. 
Appl. EP 260105 A2 19880316, 11 pp. DESIGNATED STATES :R: __5 4«5gl g 
rn kit c; P fFnalish} CODEN: EPXXDW. APPLICATION: EP 1987-307918 
?l 8 7S908 SE 'pRIOR?TYfuS 19^-905363 19860909; US 1987-86869 19870821. 
AB Enzymes with catalytic triads, e.g. serine or cyst hydrolases ar e 

sitPr^d to chanae the ***transesterif ication*** rate/hydrolysis rate 
ratIo1nS°n^e^hiie specificity by altering amino acid residues within 
15 .ANG. of the triad. [Phe-222] ***subtilisin*** BPN has a . 

***transesterification*** /hydrolysis ratio (tyrosine Et ester substrate) 
2.6-fold greater than that of the wild-type enzyme. When used to 
hydrolyze triacetin, this mutant showed a distinct preference for EtOH 
over H20 as the attacking nucleophile. 



L20 ANSWER 1 OF 41 CAPLUS COPYRIGHT 2001 ACS , . nr for 

2000:359540 Document. No. 133:116604 Glutathione as an essential / J^tcr for 

chaperon-mediated activation of lactomzmg lipase (LipL) from p seudomonas 
chaperon JunkQ . Nihir3/ Takuya; Yamada , Yasuh iro (Department of 



were 



Biotechnology, Graduate . School °f Engineering O-^^f^i^, ToSS'. 
565-0871, ^pan) J- Bxochem • (Tokyo) , 127 597^ Society . 

CODEN: JOBIAO. ISSN: 0021-924X. fuoxisnex. v which efficiently 
AB Pseudomonas sp. 109 produces a unique ^P" n ^ ipL ^ f Wh ^egI .-hydroxy- 

catalyzes intramol. ^^"nsesterxf xcatxon of enzymically active 

esters to form macrocytic l ac t?^. ine pro together with a 

LipL requires a specxfxc mol. cha P"? n J^Snown stricture . From 50 g of 
low-Mr lipase-activa txon-f actor (LAF) of un Jnown struct 
Pseudomonas cells, 2.15 mg of LAF was purxtiea as a hase HPLC 

deriv. after methanol extn., denvat izat ion, ^dC 1 " J e ™*J e a ? 0 m 
One-dimensional and two-dimensional 600 JJ^J^S glutathione 

b 3°f~e^ 

s» 2£ss\£ ^^f^{^^§t e sssss: 

LipL. 

L20 ANSWER 2 OF 41 CAPLUS COPYRIGHT JJOl^CS cnemist ry of protein 

2000 = & ^'M^'^^il^^ii^ JgS; USA) . 
ish: 1433-7851. Publisher: "^y-VCH Verl.g GmbH. ide sequencM 

self-catalyzed protein-splicing reaction. The c f the peptide bonds at the 

r^-e^K^i^ 

intein N terminus and the trxad, His- (Asn/Gln) - ( S «™1« are known to 

SrtKpaTin ^stuSxeo^^ Sh -d to 

ffSS; o? P?oposed splicing mechanisms.. This revxew ceases o the 
three-vear period during which a combination of exptl. approaches reveaiea 
Sestejs of the protein-splicing pathway, disproving many Proposed 
mechanisms while Supporting others The P^exn-splxcing mechanism 
involves four coupled nucleophilic displacements. (1 an n rwaaxw ^ 
involves toul ^ y * Cvs *** at the intein N terminus; (2) a 
^-Jransesterification-* reaction to form a branched intermediate with 
two /terminxl (3) cyclization of the intein ^terminal W^to release 
the intein- and (4) an O(S) .fwdarw. N acyl shift o£ Ser/inr/ 
to e form e a n na?ive ( pUide ( bond between the •Jte^^^g^S be 

provide new targets for drug discovery. 
L20 ANSWER 3 OF 41 CAPLUS COPYRIGHT 2001 ACS ***rvsteine*** 

tuberculosis RecA' Intein. Shmgledecker , Kaori, Jiang, n?i?J USA) 
AB SSi^SSi iSSi£rS.*SJ?S«SSi -i»ion e Of «n T i f ervening 

were Se P oniy sulrhydry?' groups. The ability to -der^o 
hydroxylamine-induced cleavage at ^.upstream splxce ] unction sn 
the modified intein was not impaired in the ability to form ester 



i ntPrmediates Sulfhydryl titrn. with iodoace t amide , monitored by 
^anSSt?ng S the S ?efiLJ thiols after reaction with a ^^^J 1 ^ 0 * 
biotin, revealed a striking difference in the apparent pKa values of the 
cysteines at the two splice junctions. The apparent pKa of the 

***cvsteine*** at the upstream splice junction, which initiates tne 

Comnarison of the rates of cleavage of the linear ester intermediates 
delved from tne S M. tuberculosis RecA and the Saccharomyces -revisiae VMA 
inteins by dithiothreitol and hydroxylase revealed that the former 
reacted relatively more slowly with dithiothreitol, suggesting that the 
RpcA intein has diverqed in the course of evolution to react 
preferentially with thiolate anions and thus lacks the basic groups that 
may facilitate nucleophilic attack by thiols in other interns. (c) 2000 
Academic Press. 

L20 ANSWER 4 OF 41 CAPLUS COPYRIGHT 2001 ACS t- prt -butvl 
1999-788994 Document No. 132:64492 An improved synthesis of tert butyl 
N . alpha . - tert-butoxycarbonyl-L- (S-tr ityl ) cys teinate . Mas lukiewicz , 
Elzbieta; Rzeszotarska, Barbara (Department of Organic Chemistry, 
University of Opole, Opole, 45-052, Pol .) .Org .Prep . Proced. Int., 
31(5), 571-572 (English) 1999. CODEN: OPPIAK. ISSN: 0030-4948. OTHER 
SOURCES: CASREACT 132:64492. Publisher: Organic Preparations and 
Procedures, Inc.. . . _ 

AB Tert-Bu N. alpha . -tert-butoxycarbonyl-L- (S-trityl) cysteinate, Boc 

***Cys*** (Trt)-OtBu, was prepd. in high yield and high purity oy 
esterification of H- ***Cys*** (Trt) -OH with tert-Bu acetate using HC104 
as catalyst, followed by acylation with Boc20 in the presence of 
triethylamine. The product was obtained as well-shaped crystals in 80% 
yield (99.7% purity), following purifn. by column chromatog. 

T?0 ANSWER 5 OF 41 CAPLUS COPYRIGHT 2001 ACS . . 

il98:^5lo Document No. 130:135418 The chemical basis of protein splicing. 
Paulus, Henry (Department of Biological Chemistry and Molecular 
Pharmacology, Harvard Medical School, Boston, MA, 02115, USA) . Chem . Soc. 
Rev., 27(6), 375-386 (English) 1998. CODEN: CSRVBR. ISSN: 0306-0012. 
Publisher: Royal Society of Chemistry. • 

AB A review with 40 ref s . Protein splicing is a recently discovered 

mechanism for the post-translational processing of proteins. It involves 
the self-catalyzed excision of an intervening polypeptide, the mtein, 
from an inactive enzyme precursor and the formation of an active enzyme by 
joining the flanking regions by a peptide bond. Protein splicing occurs 
at a catalytic center that resides entirely within the intern. The 
catalyzed reactions include rearrangement of a peptide bond adjacent to 
***cysteine*** or serine to yield a peptide ester, intramol. 
***transesterification*** involving a second ***cysteine*** , serine 
or threonine side chain to yield a branched protein, cyclization of an 
asparagine residue coupled to peptide bond cleavage to effect ^tein 
excision. This review discusses the mechanisms of these "actions and of 
similar reactions that underlie other types of protein rearrangements as 
well as the current state of knowledge on how these reactions are 
catalyzed. 

L20 ANSWER 6 OF 41 CAPLUS COPYRIGHT 2001 ACS 

1998:345166 Document No. 129:105558 Protein splicing: a novel form of gene 
expression and paradigm for self-catalyzed protein rearrangements . 
Paulus, Henry (Boston Biomed. Res. Inst., Boston, MA, 02114 , USA) . Pure 
Appl. Chem., 70(1), 1-8 (English) 1998. CODEN: PACHAS. ISSN: 0033-4545. 
Publisher: Blackwell Science Ltd.. . „, ■ , 

AB A review with 29 ref s . Protein splicing is one of the mechanisms by which 
genes that are interrupted by intervening sequences can P?°J U " f™^"? 1 
proteins. It involves the self-catalyzed excision of an internal se gment 
from an inactive precursor protein and the ligation of the flanking N and 
C-terminal segments to yield an active involving the amino gro up °£ se ^ ne 
or ***cysteine*** to an ester bond. Such N-0 or N-S acyl shifts are 
also the basis of other self-catalyzed protein rearrangements, which 
include the cleavage of hedgehog proteins and certain amidotransterases 
and the formation of pyruvoyl enzymes. Although N-0 or N-S acyl 
rearrangements are thermodynamically unfavorable, their coupling to 
self-catalyzed irreversible steps drives the protein rearrangements to 
completion. In protein splicing, theses steps are intramol. 



'enter lutein IpUcinf b™,^ ^section of t he interning 

sequence . 

L20 ANSWER 7 OF 41 CAPLUS COPYRIGHT 2001 ACS ary lsulf atase 

1998:129599 Document No. 128:214912 crysx:a± suu^l . - t suaa est a 

A The aldehyde function and the metal ion at the active site suggest _ 
ioveimecSanism for sulfate ester hydrolysis LukatelaG^Krauss, N., 
ThPi^ K • Selmer, T.; Gieselmann, V.; von Figura, K., ^ >aen 9®f' i v'; 
UnstAtuV fu.rlristailogr.phie, F «i;""i-»if 6 « ^JffihHUS'. 
lll^^lss^t^ ^lUherfLerica^icil society. 

located in largely identical positions. The funct ion ally ess ential 
formylglycine is located in a pos . charged pocket and acts « J-JgJ d 
octahedrally coordinated metal ion interpreted as ^2+- The electron 
at the formylglycine suggests the presence of a 2-fold dis oraere a y 
moot with thl possible contribution of an aldehyde hydrate, -CH(OH)2, 

wit^m-nySoxyl groups. in ^.^J^g 1 ^ 1 ^^ t gdroxyl 

aldehyde accepts a water mol. to form a hydrate, une 

9I S? r ^S^I? i t oftilS5^"tlp"?eL?£,ir, a cov, 1 ent intermediate. 
The sSna hySoxyl serves to eliminate sulfate under inversion of 

ester hydrolysis and explains the functional importance of the unusually 
modified amino acid. 
190 ANSWER 8 OF 41 CAPLUS COPYRIGHT 2001 ACS 

1997-^7631 Document No. 126:222216 Histidine 265 is «? orta f *£_;°S£ ent 
catalysis by vaccinia topoisomerase and is conserved in ^11 eukaryotic 
type I enzymes. Petersen, Birgitte 0.; Shuraan Stewart Mol Biol 
Program, Sloan-Kettering Inst New York, ^, 10021, OSA) J. Biol 
Chem 272(7), 3891-3896 (English 1997. CODEN: JBCHA3 . lbbM. 
Publisher : ^American Society for Biochemistry and Molecula r Biology. 

AB Vaccinia topoisomerase catalyzes DNA cleavage »d Mining via 

**** r = nsP sterification*** to pentapyrimidine recognition sire 
5'-(C/??S?S Smart .In duplex DNA. The proposed reaction mechanism 
involves general-base catalysis of the attack by active site "ucleophile 
Tyr-274 on the scissile phosphodiester and general-acid catalysis of the 
expulsion of the 5 ■ "deoxyribose oxygen -the leaving DNA ^-^.The^ 

SndSa?es V for?he U ?ries o"JroSn acceptor anf donor, resp.. To test 
this^w^replaceS each of the eight histidines and two cysteines of the 

ToubifmuM^ 

single-turnover strand cleavage, and ^^turnover religation oy 

were 2 orders of magnitude lower than the wild-type rates. Yet tne 

I to did not alter the dependence of the cleav *^ "t* 0 ^^ with 

ss;.ts ss-.ssr sttf-mar"™^'."™"-^' - 

the eukaryotic type I topoisomerase family. 

T 90 ANSWER 9 OF 41 CAPLUS COPYRIGHT 2001 ACS _ nH 
6:S Document- No. 125:59016 Synthesis of cis-4-hyd *oxy-L^ljne and 
its incorporation into biologically important peptide » ' n ^ v f°P°JJ 0 ? 03 
George; Magafa, Vassiliki; Karagiannis, Kostas; Papaioannou, Diomssios 



(Department Chemistry, University Patras atra ^^nf §7 103-106 
Epitheor. Klin. Farmakol. Farmakokinet . , Int. Ed. , 9U ana j) , 
(English) 1995. CODEN : EFKEEB. ISSN: 1011-6583. 
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/ Structure 7 in file .gra / 
AB 



gave the corresponding amide Ph3C-Hyp-NH2 . .^rityiati Qn 
ester and amide was affected by treatment wxthptoluenesultoni 

ester Glp-His-Hyp-OMe which gave the ^"fP'-^SS.^and 1H MR 

compds . 

L20 ANSWER 10 OF 41 ^APLUS COPYRIGHT 2001 ACS in 

1995:820925 Document No. 123:208908 Biiayer prepcii « ai - L w^r-sloef 

a a s: a a a a a a a a a a a a a t: 

3: S: 3: S: S: S: a 0: a S: SJ; a™. ^ p mc s f , o 

agricultural product. Digalactosyldiacylglycerols were isolated f rom oat 
SrneS'and g?utens and tSeir fatty -id profile anal, was done by gas 
chromatoq. after ***transestenf ication*** of the lipias to j-au y 
Me esteS A gel was formulated contg. the galactolipids 22.1, 
hydrocortisone 1.2, propanol 16.1, and water 60. 6o. 

L20 ANSWER 11 OF 41 CAPLUS COPYRIGHT 2001 ACS *** Cys *** finger of 

1994:185967 Document No. 120:185967 Role of the His ^ , y 

Moloney murine leukemia virus integrase protein in -tegration^nd 
disintegration. Jonsson, Colleen B., Roth, Monica ' *y Virol., 
Med. Sch., Univ. Med. Dent., Piscataway, NJ, 08854, USA) . J . vii° , 
67(9) 5562-71 (English) 1993. CODEN: JOVIAM. ISSN. 0022 bJbX. 

disintegration substrate were made to analyze ^integration r e 
mechaniL for the Moloney murine leukemia virus .^"MuLV) integrase UN^ 
Modifications in the target DNA portion of the ^integration subs tr^ ^ 
decreased enzymic activity, while substitution or tne . it The 

^ifo/t^H^ ^ys^^lingeT^ by 
N-ethylmaleimide (NEM^ modification of ?he *** ^^Itief^ ^ ° f 
M-MuLV IN as well as by mutations. Both integration activities, 
processing and strand transfer, were completely inhibited by NEM 
modification of M-MuLV IN, while disintegration activity was only 



AB 



nartiallv sensitive. However, structural analogs of the disintegration 
fSstratL t*ll wire modified in the target DJA and had the conserved CA 
removed were not active with NEM- treated M-MuLV IN. In addn., mutants 
m=H» f n thP Hia- ***Cvs*** region of M-MuLV IN were examd. and found to 
llto be completely blocked in integration but not disintegration activity. 
These data suggest that the domains of M-MuLV IN that are required for the 
forward StlgrKfon reaction substrate differ from those required for the 
reverse disintegration reaction substrate. 

L20 ANSWER 12 OF 41 CAPLUS COPYRIGHT 2001 ACS 

1993-517285 Document No. 119:117285 Preparation of 

benzoxathiaazabicyclododecines as novel DNA gyrase inhibitors . Ari awa, 
Mik1o?Goetschi, Erwin; Kamiyama, Tsutomu; Masciadri, Jaffaello; Shimada , 
Hisao; Watanabe, Junko; Hebeisen, Paul; Link, Helmut (Ho f fmann-La Roche, 
F. , und Co. A.-G., Switz . ) . PCT Int. Appl. WO 9218490 Al 19 ?|1029, 164 
' nPQTfHiTPri STATES- W- JP, US; RW: AT, BE, CH, DE, DK, ES, fcK, Uts, 
Gr' if " Sf I?! (English) . CODEN': PIXXD2 . APPLICATION: WO 
1992-EP809 19920409. PRIORITY: EP 1991-106105 19910417. 
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/ Structure 8 in file .gra / 

AB A process for the prepn. of the title compds. I (XI = S or SO, X2 = C(O) 

or C(S), Rl = H, alkyl, halogen, R2,R3 = H, alkyl, halogen, amino, _ 
acylamino, R4 = H, R5 = H, esterified carboxy or amidated carboxy, R6, R7 - 
H, alkyl, R8 = H, alkyl, esterified carboxy or amidated (thio) carboxy 
qroup) useful as antimicrobials, are prepd. E.g., 1-19 °f 
3, 5-diacetoxy-6- [ (R) -2- ( (S) -2- ( l-tert : but 0 yformamido) ^"^thylbenzoic acid 
was added to dithiobis (4-tertbutyl-l-isopropylimidazole and PPH3 (74 g) 
to aive tert-Bu (4R, 7S) -12, 14-diacetoxy-l, 3 , 4, 5, 6, 7, 8 , 10-octahydro 4 
metSxy carbonyl-ll'methyl-6, 10-dioxo-9, 2, 5-benzoxa thiaazacyclododecme-7- 
carbamate as white crystals. 

T20 ANSWER 13 OF 41 CAPLUS COPYRIGHT 2001 ACS 

lISo: 515845 Document No. 113:115845 Suppression of the skin response to 
alantolactone in alantolactone-sensitized guinea pigs treated with 
N-acetyl-L-cysteinyl-L-alanine methyl ester. Chelli, Mario; Dupuis, 
Gilles; Evangelista, Stefano; Ginanneschi Mauro; Meli Alberto^ P^ini 
Anna Maria; Rapi, Gianfranco (Dip. Chun. Org. ScAiff , Dniv Firenze, 

Florence, 50121, Italy). Eur. J. Med. Chem. , 25(2), 107-15 (English) 
1990. CODEN: E JMCA5 . ISSN: 0223-5234. 
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/ Structure 9 in file .gra / 



AB Induction of a state of tolerance (hyposensitization) in 

alantolactone-sensitized guinea pigs was attempted by s .c injections ot 
dihydroalantolactonyl dipeptide I, Ac- ***Cys*** i A ^_oMe 
***Cys*** -H (III) . I was prepd. by addn. of Z- ***Cys*** Ala OMe 
(Z=PhCH202C) to alantolactone, followed by the removal of the Z group. 
Ddpeptide II was obtained from Ac- ***Cys*** (CONHEt) -Ala-OMe (IV) . 
Treatment of dipeptide IV with HBr-AcOH mixt. afforded mainly the S-acetyl 
leriT, from which dipeptide II was also obtained. Biol, assays showed 
that the alantolactone adduct I or III did not significantly modify the 
pos. skin response to alantolactone in alantolactone-sensitive guinea 
pigs, in marked contrast, dipeptide II significantly decreased the skin 
reaction to alantolactone tested at either 0.25 or 0 . 08 mu.g . Control 
animals did not show skin responses to alantolactone after treatment with 
dipeptides I, II, or III. The data suggest that dipeptide II r s . a n 
efficient and nontoxic tolerogen in the case of guinea pigs sensitized to 
alantolactone . 

L20 ANSWER 14 OF 41 CAPLUS COPYRIGHT 2001 ACS npnpms 
1990:76719 Document No. 112:76719 A .gamma. -lactam analog of the Penems 

possessing antibacterial activity. Baldwin, Jack E ; Freeman, Richard T., 
Lowe, Christopher; Schofield, Christopher J ; Lee, Bun <Dyson Perrins 
Lab Oxford OX1 3QY, UK). Tetrahedron, 45 14) , 4537-50 (English) 19B9. 
CODEN : TETRAB . ISSN : 0040-4020 . OTHER SOURCES: CASREACT 112:76719. 
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/ Structure 10 in file .gra / 

ab b» tiu. <» « ^^T 1 p s?s5sss? , ua^' ,,d 

inactive . 

L20 ANSWER 15 OF 41 CAP LOS COPYRIGH * 2001 ACS covalently attached fatty 
1989:529324 Document No. 111.129324 g?^^ er linka ges. Kamanna, Vai D xnath 

acids in rat apolipoprotein B via ^oiesrer y okalahoma 

S.; Lee, Diana M. (Lipoprotein Atheroscler Kes « Biophys. Res. 

Med. Res. Found., Oklahoma City, OK, 73104^ ^ ' | ^ 0Q06 _ 291X . 

Commun., 162(3), 1508 : 14 (English) 1989 . CODbN^ ^ fey 

AB Thiolester-linked lipids ^lipoprotein B V* i buffer w - th 

incubating reduced and carb ^^hylated ApoB in ^ 

[14C]methylamine at pH 8 • ? ' J? ' THSroorated into ApoB, and there was a 
ri4Clmethvlamine was covalently incorporate j.u ^ ' ture After extn. 
n 4C Shylamine-modified product which w ^.^£ d D ^ d Sct showed its Rf 
with org. solvents, the [14C]meth y lamine-labeled product ^° N _ Me 
"relative mobility) on TLC to be similar to th tL?^ansesterif ication*** 

w f t K?Lt^ 

S3 ^iSlol^-SSB^Ja Jovl fen e iy U Un k ed gg fatty acids 
Sough ?he high energy, labile thiolester bonds. 

L20 ANSWER 16 OF 41 CAP COPYRIGHT 2001 ACS conta ining 
1989:439848 Document No. ^-^SSyntn Residues, metabolites of 

Sri^O^^/S^^wioj ^4 — .' CODEN: J0 CEAH. ISSN: 

0022-3263. OTHER SOURCES: CASREACT 111 : 39848 . vlcar bamoyl) , and 

AB Hydrochloride salts of S- (N-methylcarbamoyl) , S £j^Vacetylcy a t*ine, 
S-(N,N-dimethylcarbamoyl) derivs . or * eth lcarbamoy l) glutathione 

and cysteinylglycme have been prepd S (N ^ny , and 

hydrochloride has also been ^^""S' for their ability to solubilize 
carboxylic acid functions were selected their aoix y treated with 
the peptides in CH2C12, the slovent in which the t^ols 
*lkvl isocvanates and with MeZNCOCl. Kemovdi ui \ t _ 
pioSct S ing y groups using Hg (OAc) 2 caused some loss of *Mtert 
butoxycarbonyl) groups Elimination of disulfide was ^ anhydride 

coupling of disulfide derivs. , of * cysteine y disulfide 

methods but not with a carbodiimide coupling agent. « 

protections were reductively cleaved by HS (CH2) 3SH. Ma y q£ the 

deprotected S-carbamoyl amino acids and Peptides are_ meta 
corresponding N-alkylformamides in rodents and in humans. 

0006-2960. - n oo_i n43 a/mL) were totally 
r_^_^ c;n runmpthvlamine at pH ».o at ju.ueyicc, 



AB delipidated. The reduced and carboxymetnyia^u -^^eg^e"" "covalent 

incubated with 50 mM [14C]methylamine at pH 8 .5 at ation of 

N-Me fatty acyl amides. After pur if n. by TLC ana and 
***transesterif ication*** . in 3N methanolic HCl, ^ asters _ ^ 

C18-fatty acids at a l^ratio were id t xf led by g«^J N-Me fatty acyl 
***transesterif ication*** u me ^ hod / aS 1 Tn^d nalmitate and stearate 

amides. Apparently, labile thiol ester-linked palmitate ^ ^ 

occur in apolipoprotein B Und %™^ * X *: M e £tty acyl amides and 
bonds are broken by ^y^l^'J 0 ^^ e f ter bonds linked between 
"ISSy&K*" ^^e-chafnsTnd-aSdic amino acid residues were also 
present. 

L20 ANSWER 18 OF 41 CAPLUS COPYRIGHT 2001 ACS 
1988:21721 Document No. 108:21721 Preparation of 



dihydro(thiomethyl) pyridines as »tihyp«^nsiv^ 

Frigerio, Marco; Spinelli, Silvano; Tofanetti^ Odoardo Togn , g ^ 
(Boehringer Biochemia Robin S.p.A., Italy) . PCT int. *PP 
{9870212? 91 pp. DESIGNATED STATES : W: AU, BB, BG, BR, DK , FI, , 
KP, KR, LK, MC, MG, MW, NO, RO, SD, SO, RW. AT, Bb, ^, ^ 

FR GA, GB, IT, LU, ML, MR, NL, SB, f 00^72 g PRIORITY* IT 1985-21876 

oTvvn9 APPT TPATION* WO 1986-EP445 19860729. FKiUKiii. x± 
19850806; IT 198^6-20965 19860627; IT 1986-20966 19860627. 
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/ Structure 11 in file .gra / 
AB 



S«ns?i^ ^ ■> ~ 

refluxed with 1.2 g (H2N) 2CS in EtOH to give_4 8 Sf m had 

^1^?^™ contraction 
and " r°L 3 1 mg Ill/kg orally reduced blood pressure 45 mmHg. 

T9fl ANSWER 19 OF 41 CAPLUS COPYRIGHT 2001 ACS T^ar 
19 7:S? Document No. 107:216127 Synthesis of esters by lipases Lazar, 

V' We td S 'f A -D ^Fed- Rep (D S5r ^^Pro^^'wfr^Conf .^ging . 

rcnroi dO Fats D o?°J 0 in^ MSinf aL 1985, 346-54 Editor (s) : Baldwin 
A Richard. Am. Oil Chem. Soc: Champaxgn, 111. (English) 

using lipases from different yeasts and fungx. The prepn. of glycerxde 
esters is also considered. 

L20 ANSWER 20 OF 41 CAPLUS COPYRIGHT 2001 ACS _ v, nma n 

1 2 9 S6:S?0 Document No. 104:225210. Solid-phase synthesis of the human 

insulin B (5-9) analog with special rotary reactor. Koock, Soon uoong. 

Hong' Nam Joe; Shin, Seung Dong (Dep Chem Korea Univ , 132 S. Korea^. 

Han'guk Saenghwa Hakhoechi, 18(4), 410-16 (English) 1985. CODEN. KBC jak. 

ISSN: 0368-4881. *** Cv s*** (CH2Ph) -Phe-Gly-OMe 

AB waf^l^thfKxtd-^f 

of a 60 mL capacity glass cylinder (5 .times 6 cm) fritted filter disk 
embedded in the flask and a one-way 1.5 ™. s f P c °f " n The rotary reactor 

S! 5 :5?SS "Do'cument^^ « ^-y-substituted 

alkylamino thiazines and thiazepines . Weller Harold N. Ill, G °^ n 
Eric M.; Karanewsky, Donald S.; Ryono, Denis E. (Squibb, E. R. > *™ b ° ns ' 
Inc USA). U.S. US 4512988 A 19850423,16pp. (English). CODEN . 
USXXAM. APPLICATION: US 1984-585058 19840301. 
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/ Structure 12 in file .gra / 

AB Antihypertensive (no data) thiazines and thiazepines I and II [R = J' 

alkyl^aminoalkyl , hydroxyalkyl , haloalky ; Rl - H;^ 1 ^!^ S 

Me3SiCH2CH2 / salt forming ion, CHR702CRb (K/ - n r aiKyj., j 



„.„., D v,rH?rvm • R2 = R3(CH2)mCONHCH[(CH2)nR4]C(Z) ; R3 - 
R8 = R7, alkoxy, PhCH2, ^ i'^^HuI - M = R3 OH, NH2, SH, halo, 
(substituted) Ph,.thienyl, furyl, Py" d yJ;' R * ~f£vl cvcloalkyl; m = 0-4; 

"♦cysteine*" with^^^Lf^^'i^SSSelterified*** 

of diastereomers the (2S) °J V ££5 with (S) -SSzCH (NHBz)COCH2Cl 

with Me3SiCH2CH20H, deprotected < h ^^) ]-thiazine IV. 

and hydrolyzed to give [2S- [2 .alpha . , o .aipna. \o, j s 

L20 ANSWER 22 OF 41 CAPLUS COPYRIGHT 2001 L ACS thiazepine _ con taining 
1984:611189 Document No. 101.211189 Thiazine f ^ ^ USA) _ 

^f^oSST^^ 'CODEN: USXXAM. 

APPLICATION: US 1983-470882 19830228. 

GI 



/ Structure 13 in file .gra / 



4. t ro - w alkvl, Ph2CH, alkali metal 

M Era: 

haioW; = H, alkyl, cycloalkyl, Ph; R5 " H'^ikyS^loalkyl, 

^cloa^A R9 - H, 

P a b^cycioa^kjl^ycloalk 

userul ^antihypertensives (no data) were prepd • ^us ; Q2Et wh±ch 

H2NCH2C02Et.cntdot.HCl was condensed with BzH to give^n from 
was cyclocondensed with N-phthaloyl-L- ^f jeine , P P = 

N,N'-diphthaloyl-L-cystine, to fYS^?^ JSSd II RIO = H2N) 

nhthalimido) . Hvdrazinolysis of the latter compa. s^vc ^ 
wnth'was^reateX with Ph>2)4P(0) (OEtjCl to gxvj ^£i£r~and Li0H to 
Ph(CH2)4P(0) (OEt)NH]. This compd. was treated witn Mejaioj. 
give phosphinylaminothiazineacetate III. 

APPLICATION: US 1982-386365 19820608. residue of 

Kind H20-MeCH cooled to -lO.degre e., excess alanine at 
8-carboxyanhydride in MeCH was added and the mxt^ was sti 
°i„„?ofted SU'SS^h'S ;.*&lV.28 i^"plaSs .inhibition zone 15 
nm, vs. 10-11 nm for 2-mercaptopyndme) . 

T , n axr^WPR 24 OF 41 CAPLUS COPYRIGHT 2001 ACS _ 
f 9 84:T9lf DocLent No. 100:98915 I" e - rsib ^ R inh ^ 10 SdwLd F . ; Owens, 
phosphotransferase by /jd^ylarsxno-CoA. S^^SJaLe, WY, 

K osA^ioch^ , B4-?0 (English) 1983. 

AB SgSetKSino^ (T^ynthesized an 

^ntnase 1^4.^^ 

Ei,* 1 ^^ 1 ^!^^!^^ KSSij against the 
inekivatiS, wherLs phosphate (a substrate) and desulfo-CoA a ^ 
competitive inhibitor) provided partial P??^tion_ ™e in inhibitor vs. 
not reversed by dithiothreitol . I was a linear competitive i 
acetyl-CoA with both III (Ki =41 .nm.M) and IV (Ki 2° -™ ys t e ine, but 
studies showed that I reacts with the SH of N- alpha, ace y J he 
not with the side-chain functional groups of histidine and lys ^ 
nature of the chem. modification of ** cysteine 



investigating . -del |Vf - met ^f a ' s f n e obe ; 5i-S^S 2d"5S SHof 

dimethylarsino group. 

L2 0 ANSWER 25 OF 41 CAPLUS COPYRIGHT 2001 ACS raitogenic 
1983:558825 Document No. 99:158825 /^hesis or y ^ Escherichia 

S- [2, 3-bis (palmitoyloxy) propyl] "J-palmx toy fP^P * Wolfgang; Jung, 

coli lipoprotein.. Wl ^ muell "< ^^3^^^, Tuebingen, Fed. Rep. Gar.). 
Guenther (Inst. Org . Chem . , Univ . ^bingen, ( | nglish) 1983. CODEN : 

Hoppe-Seyler ' s Z. Physiol. Chem., 364(b), 
HSZPAZ. ISSN: 0018-4888. 

GI 

/ Structure 14 in file .gra / 

AB The title peptide (I, Pal = P^oyl) was g;^. by^ouplin^ 

-♦cysteine*** II with H-Ser(Ofe3 '"^CMe^ Asn A ected peptid e 

CCC/l-hydroxybenzotriazole and deblocking the resu^ then 

by CF3C02H. Cystine divert Bu ester was + * ^ _ 0C Me3, which was 
reduced by dithioerythritol to give Pal **i rv «. te ine*** IV (R = H) , 
I!2kylated with BrCH2CH (OH) CH20H to give ^ein^ (R = Pal ) which 

which was condensed with palmitic acia oy y f H -Ala-OCMe3 by 

was de-tert-butylated to give II. Ill P"P° (Fmoc) ^ino acids, using 

stepwise coupling °f 9 ~f lu ° renYlm ^°dSS?eomers of IV (R = Pal) with 
piperidine for ^deblocking The fxastereomer ^.^ ^ 

opposite configuration at the pr <~ ^ 

chromatog . 

L20 SSSWER 26 OF 41 CAP .™||| I<S ™ |f a protected heptapeptide 

^■■Hf-ll o f =n -ha n 8 "\ * Sid-Phase ^"citf Si," 



GI 

/ Structure 15 in file .gra / 
AB 



Title peptide Boc-Ala-Leu-Tyr ^^^"^if ^^f: c^M)^2<K 

cleaved from the resin by ** ^ansesteriii CH2CH2NMe2) , which was 
SpS^^'Ji^^ndr^e^rUc'ccSditLna, the Ztf group was 

cleaved and dimer III formed. 

L20 ANSWER 27 OF 41 CAPLUS COPYRIGHT C 2001 across polym eric 
1981:488168 Document. No. 95. 88168 E1 ^"on t Ma £ oto; momata, Naokiyo; 

membranes containing vitamin Kl. Ta *^ a £ a ; a Univ . , Yamagata, 992, Japan). 

Hayama, Shigeru (Dep. Polym. ■ Chem., ^magata n ^ CODEN : 

Makromol. Chem., Rapid Commun . , 2(5), J«/ ^ 

MCRCD4. ISSN: 0173-2803. , imi __i r mernbr anes were studied. The 

AB Oxidn.-redn. systems across P^^ic JJ **" ran sesterif ication*** of 
membrane was a block £^i 0 5 y and po^y (oxytetramethylene) of 

di-Me terephthalate with 1, 4-butaneoioi ana y ^ vitami n Kl and/or 
mol. wt. of .apprx.40,000. The P^"^?^ and then the solvent 
tetradecane in CHC13 was spread on a glass Pjate a The mem brane was 

(CHC13) was evapd. and the film ^^^^JSined 0.1M FeCl3; the 
US6d in n a i"?° mP "Svste?ne-* hydrochloride. Electron transport was 
other, 0.1M L- ***^ st l^ e nnt . n ^li of the aq. FeCl3, monitoring the 
indicated by measuring the potential or tne *y 

redn. of Fe3+ to Fe2+. 

L20 ANSWER 28 OF 41 CAPLUS | COPYRIGHT 2001 ^ of human compleme nt: 

1980:547846 Document No. 93.14/B^b innu t> e mical or enzymic 

appearance of a sulfhydryl group '^"JJJSi & ) schechter, Alan.H.; 

inactivation. Prahl, James Lorenz, Patrick ^ ^ ^ Cit ^ 

S ah 84S eS 0 lAi. TaC Bioc B hemSJy, 'SS^lS (English) 1980. CODEN : 
AB T^nt^f iu2i 6 C3 9 Sih hydroxyzine or hydrazine at physiol. P H and 



AB 



' ionic strength totally abrogates the intrinsic ^y^l. " 
sustain classical pathway- induced hemolysis of JJJJJ of a single SH 

Concomitant with the loss of this . J^^^sH-specif ic reagents 
group can be followed by titrn. with the ^P^^ , 2 . _ dipyr idyl disulfide, 
p-(chloromercuri)ben Z oate, [l-14C]iodoacetamia , , algo faeen 

land 5 f 5'^ittiobia<2-nitroben^ of C 3 to 

used to follow the a P? eara ?" e 0 /£ h J electrophoretogram of sepd. 

C3b with bovine trypsin, ^utoradiog. ox inactivated, 

.alpha., .alpha.'-, ™ d -J«?:.; P °^£ has shown that the reactive SH 
[l-14C]carboxamidomethylated C3 samples nas .alpha.' chain of 

group is present in *e '^pha. ctain o^jg with porcine elastase 
C3b, resp. Digestion of the "^i^Q-dalton fragment of the .alpha, 
has localized this SH group to 28,000 «g°, n ieg 9 of the C 3d domain, 
chain with immunochem. and °nal re activi ^ c3 an(J 

Autoradiog. anal, of a hydrolyzate P^Pd- **° m r has shown the labeled 
subjected to high-voltage paper electrophoresis _ The 

Lino acid to be { 1-14C]-S- ^"^^^HrreverHble' inactivation by, 
susceptibility of native C3 to rapid and D f a cyste inyl residue 

nitrogen nucleophiles with the Parallel appearance ot y relation of the 
may indicate the Presence of an internal thiol acy i a te cell surface 

=~ S-^eS^nin t„e context of « 
***transesterification*** reaction. 

L20 ANSWER 29 OF 41 ^ ^KiKU.s in peptide chemistry 

1980:164294 Document No g 2- 1*4294 Kine useful for shortening 

Coupling, racemization and evaluation ui Chem. , St. 

coupling time. Kovacs J.; Holleran E. M < 5 < P 6) , 106 0-5 

rEng;isri 9 80™ N: ^CEAH 3 ^ 0022-32*63 [I; R = PhC H202C 

Sfcfnsts. were detd for the racfmiza^o^-^lj^ with Et3N 
(Z), Me3C02C, Z-Gly; Rl =. CW "' 5?on'of I with H-Val-QMe. Methionine 
and for the peptide coupling "^i™ JL 1 ^ „ s S a l 5 (4H) -oxazolone route, 
dipeptide active esters racemized ^rough the usua k ^ racemiza tion of 
which was in contrast to the enoli at on m ^hanis m COU pling of a 

***cysteine*** dipeptide s . Jhe time require f f an excess 

given % of amine component can be significantly 
of active ester. . 

L20 ANSWER 30 OF 41 CAPLUS COPYRIGHT 2001 ACS s of the pro tected 

1979:611814 Document No. 91.211814 boiia pn * B -chain. Salem, 

octapeptide fragment (residues 1-8) of human insui ^ _ 

EzzeldinM.; Schou, O. ; Christensen, T. fanning k ^ (English) 

Cent., Cairo, Egypt). India n J. Chem , Sect. B, 
1979 . CODEN: I JSBDB . ISS N: ^76-4699 _ His ) 

AB The title peptide Me3C02C-Phe Val_Asn^n^ ^ xybenzhy dryl, Ztf = 

^^^^^^^^ 1 - - — 

which was sapond. to give II. 

120 M.SWER 31 OF 41 ,« PM ?. .^"K GH L»° D «paiatioa of 2, 2, 2-trichloroethyl 
1919:122020 Document Ho. 90 : 1220 20 The prepara ^ 

USS^Sf^SS.^ib.M.^ < E n g li 3 h, 1979. OOH: 

ftB So= r A2cJ!fp-S^lo3„ p - ay. *J-^.SS' y Sl5,'^'th."SS^ic 

(Me) ***Cys***- (CH2Ph) were prepd. in 37 f=°_rl4 Z-X1-0H (Z = 
cffitn. of H-X-OH, HOCH2CC13 and P"f C6H4S03H S^^ydroSpyridine by 
PhCH202C, XI = Val, Ala, Phe) were es tjrified wi th ; ny w ^ 
dicyclohexylcarbodiimide m P : d e f *f* wi th HOCH2CC13 to give 

active esters, which were * ^ransesteririea 5g _ 66% 
Z-X1-OCH2CC13, which were Z-deblocked by HBr/ huac to y 
H-Xl-OCH2CCl3.Br. 

L20 ANSWER 32 OF 41 CAPLUS COPYRIGHT 2001ACS different coupling 

1979:104340 Document No. 90:104340 A comparx tide of the sheep 

methods in the synthesis of the /"terminal nonape^i support. Kaufmann, 
insulin-A chain by fragment condensation on Berlin , 

KrE ^f^rT* ^ (Geman) 1978 - C 

AB H Syire S sfn : u^rw:n? 3 successive fragment condensations with BOC- 



2,2'-dipyridyl disulf ide/Ph-if . 
UO ANSWER 33 OF 41 CAPLOS WTO '"^l Pe"««»°f« esters of 

5f.ii-' S(5r"s«'cSi.-i-s™""- codeh; zokha4 ' 

Obshch. Khim., W^li o,-n?r^ and 1 

0044-460X. ^ ***cvs*** (CH2Ph) -OH (BOC = Me3C02C) ana i 

• WBjUiNMMfct' 

BOC-Pro-OSu <Su V.^!i^cil2M -0C6H4N02-O ««« imidazole 

2 '!«uansesSrified*" -^aSTK^S^ ^TSSS ^ 

catalysis to give the =°5™2£?£;« n »" not obsd. BOC-Gly-OCH2Q (Q 



AB 



Leu-Gly-NH2 . 



L2 0 ANSWER 35 OF 41 ^ V ^fTemoval f/prot.oted peptides fro- the 

^'-SS'iluM^P-Si SE. cyanide cggS-^^, oenis ,Fac. »ed., 
***transesterification*** • M °°* e j nt . j. Pep t. Protein Res., 

5fc WbSSS' ? r»" J™ Led^tKliSifielo tesin 

« h ^gM^s Et-Siiff.. - ««« .th Rhc„ 2 o„ 

i/S'ptesS-oi" Ko give .^i^&p, : P ^,S02C«H«.-P) " 

(CH2Ph)°T yI (CH2Ph)-Ile-Gln-As„- «f hcH201 S contg . KCN to give I (R 

0CH2Ph) wn ^n w *** Xra nsesterification x res in, although 

a usea n f n orr a e S learing't h e C-terminal free peptide from th^resi.^ .protected 
Sis Snot be used for P e P^ d ^ e W ^^ r SS a ramino acid is . sterically 
as benzyl esters. Also when the ^J^ increase in racemization may 
hindered, the sapon. step is slow a 
result. 

L20 ANSWER 36 OF 41 CAPLUS COPYRIGHT 2001 ACS^ ^ esterification of a,ino_ 

15(8) "766-7 (English) 1977. COULiN J- tyrosine, serine, 

AB The Et esters of glycine, alanine, ^f™' £phan as well as _ the di-Et 
^ ***cysteine*** , ^f^^^cids were prepd. by esterifymg the 
esters of aspartic and a cids wer y f x ^ as H2 o 

corresponding amino acid with HC (OEt) 3. (I) agent Alanine 

scavanger as well as a tran - ed using su ifonic acid resin 

£S?% ^Sly^-S^ CaS04 as a H20 scavenger. 



L2 0 ANSWER 37 OF 41 ^^^.g^^JSs^of peptides by fragment 
1976:122284 Document No. 84.12^84 aynui £ preparation of 

condensation on a solid su P?°f ' " ate d on 8-arginine-vasopressin. 

4, 8-disubstituted vasopressins evaluated on 8 ? okemiska Inst ., Uppsala 

Larsson, Lars E.; Melin, Per; ^"^Sintos. f 8 (1), 39-44 (English) 
Univ., Uppsala, Swed.) . Int. J. rept. 

1976. CODEN: I JPPC3 . . u^*-~h full nressor activity, was prepd. 

AB 8-Arginine-vasopressin which exhibited/ «11 pressor ^ ^ y 

from the fragments , PhCH202C £ys J 4f 4 ■ -dimethoxybenzhydryl) 

Me3C02C-Asn(Mbh)- ***Cys*** <CH2Ph) Pro ^MDn ' protected as 

which were prepd. conventionally with the g»°*¥ P with 

benzyl esters, followed by . ** Wsis Racemization was avoided in the 
2-dimethylaminoethanol and hydrolysis. Ra ^emiz phen ylalanine by 

coupling step with ^.^^LSJ^fS.^TJffeStedby ion-exchange 
adding N-hydroxysuccinimide . Final puriin. 



chromatog . 



AB 



L20 ANSWER 38 OF 41 CAPLUS COPYRIGHT in solid-phase 
1975:98370 Document No. 82.98370 Fu " aam =^ Q * chem ., Tech. Hogesch. 

peptide synthesis. Beyerman, H. C. (Lab. org. ' Symp .], 2nd, 

MeOH and N-methylpiperidine at room temp. stu died with MeOH, 

of Merrifield resin bound PhCH202C Pro Leu ^iy 
EtOH, and Me2CHOH in various tertiary amines. 

L20 ANSWER 39 OF 41 CAPLUS COPYRIGHT 2001 J" Qf ^ acids and 

1971:100403 Document No. 74:100403 N £arooxya y , bonyl _ L _i yS ine. 

peptide synthesis Peptides of N epsilon. benzy Y E> N>; 

Skalaban, T . D.; Nazimov, I . M . , Pankova , b a . T onkoi Khim. 

Evstigneeva, R. P.; Preobrazhenskii, N. A (Mosk. in 47 _ 51 

Tekhnol. im. Lomonosova, Moscow, USSR). Zh. Org. wiim., 

(Russian) 1971. CODEN: ZORKAE. . f N epsilo n . -benzyloxycarbonyl- 

The reaction of N-. alpha. - ca ^oxyanhydride of N.epsi * ve 

L-lysine (M. Bergman et al., 1935) with J Jljnine y tested as a 

N.epsilon.-benzyloxycarbonyl-L-lysyl-L alanine (i^ 
reagent for the peptide synthesis, pe condensation 
N -carboxyanhydride of /-phenylalanine ^ Sela et al ^ J ^ ^ 

L-phenylalanyl-N eps lion - "f ^g^^yl azidJ gave N .alpha . - tert- 
condensation of I with ter t- butox y c "^"y^, VS vl-L-alanine . The 
butoxycarbonyl-N epsilon epsilon. - 

***transestenfication*** of I £ ltn Jf™:"£ hydrochloride which was 
benzyloxycarbonyl-L-lysyl-L-alanyl benzyl ^her^ya^ochlor ^ 

condensed with S (2, 2 : dicarbethoxyethyl) N f°™yl_J ilon ._ carbobe nzoxy-L- 
give formyl-S-(2,2-dicarbethoxyethyl-L-cystemyi 

lysyl-L-alanyl benzyl ether. 

ssj; ^. i iL k r%»!^«^ i »- ?? <»'"" M i97 °- coden: 

bonds, one an ester bond involving the c"boxyi gr Q | ring A D f the bilin, 
side-chain and the hydroxyl group of th e eno 1 form ^* *? ne *** 
and the other a thio-ether type of bond from a g nkage analogous to 

&E2d S"S. l SSTtl» ^SS^^ A ana e lim in, t io n of 

the ***cysteine*** side-chain. 

L20 ANSWER 41 OF 41 CAPLUS COPYRI GHT 2001 L ACS Merrif leld -type 

1969:461746 Document No. 71:61746 . Alcono ^-lZ rfS <,i n Pereira, Wilfred; 
peptide-polymer bond with * V^Sof^KterrSalpern? Berthold (Med. 
Close, Virginia A.;Jellum, E- ; p atton, Walter, hp 22{6)f 
Center, Stanford Univ., Stanford, Calif., UbAj . 
1337-40 (English)' 1969. CODEN : AJCHAS. 
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The protected peptide esters, BOC-L-Leu-L- ***Cys*« ^-Bzl)-L-Ala -OMe, 

BOC-L-Ala-L-Leu-L-Phe-OMe, BOC-L-Met-L-Phe-Gly-L-Leu-L-Ala-OMe, 

BOC-Gly- ( .epsilon. -Z) -L-Lys-L-Phe-Gly-L-Leu-L-Ala-OMe , R-L-Val £ A J* ™| hr _ 

(R = dimedonvl) . BOC-L-Try-L-Phe-L-Pro-L-Ala-OMe, Z-Gly-L-Val- (OBzJ.) L inr 

&, BS-tS?i -L-Sr-Gly-OMe, BOC-L-Phe-L-Ala- (OBzl) -L-Ser-OMe 

BOC-L-Asn-L-Ala-OMe, BOC-. epsilon. -Z-L-Lys-Gly-OMe , BOC-L-Ala L 

Glnl oamma -OMe) -L-Ala-OMe, BOC (Nim-Bzl) -L-His-L-Phe-OMe, 

N-Z-L-Pro-OBu-tert (where BOC - tert-butoxycarbonyl, Bzl = benzyl, and Z 
benzyloxycarbonyl) are prepd. by the solid-phase 

***transesterification*** technique with a yield of 50-70 o. me 
peptides generally required further purification. 



=> E JONES J/AU 

=> S E3,E10,E11,E18,E19 

112 "JONES J"/AU 

8 6 "JONES J B"/AU 

13 "JONES J B JR"/AU 
160 "JONES J BRYAN" /AU 

. 3 "JONES J BRYNVAU ^ mn .^ T1 OD rf ™ TTrQ 

L2 i 374 ("JONES J"/AU OR "JONES J B"/AU OR "JONES J B JR"/AU OR JONES 

J BRYAN" /AU OR "JONES J BRYN" /AU) 

=> E JONES JOHN/AU 
=> S E3,E8,E9,E14 

20 "JONES JOHN"/AU 

3 "JONES JOHN B"/AU 

11 "JONES JOHN B JR"/AU 

18 "JONES JOHN BRYAN" /AU TO?r y _ T . 

L22 52 ("JONES JOHN"/AU OR "JONES JOHN B"/AU OR "JONES JOHN B JR /AU 

OR "JONES JOHN BRYAN" /AU) 

=> S L21,L22 

L23 426 (L21 OR L22) 

=> E DICKMAN M/AU 
=> S E3-E7 f E12-E17 

14 "DICKMAN M"/AU 
11 "DICKMAN M B"/AU 
13 "DICKMAN M D"/AU 
2 "DICKMAN M H"/AU 

1 "DICKMAN M L"/AU 

10 "DICKMAN MICHAEL "/AU 

2 "DICKMAN MICHAEL D"/AU 
44 "DICKMAN MICHAEL H"/AU 

1 "DICKMAN MICHAEL HARRY" /AU 
1 "DICKMAN MICHAEL K"/AU 

1 "DICKMAN MICHAEL PHILIP"/AU „ nTr „ 
L24 100 ("DICKMAN M"/AU OR "DICKMAN M B"/AU OR "DICKMAN M D"/AU OR DICK 

MAN M H"/AU OR "DICKMAN M L"/AU OR "DICKMAN MICHAEL"/AU OR DICK 
MAN MICHAEL D"/AU OR "DICKMAN MICHAEL H"/AU OR "DICKMAN MICHAEL 
HARRY" /AU OR "DICKMAN MICHAEL K"/AU OR "DICKMAN MICHAEL PHILIP / 
AU) 

=> S L24,L23 

L25 522 (L24 OR L23) 

=> S L25 AND (L5,L8) 

L26 43 L25 AND ( (L5 OR L8) ) 

=> S L26 NOT L14 

L27 41 L26 NOT L14 

-> S L27 AND L12 



L28 



17 L27 AND L12 
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L28 ANSWER 1 OF 17 CAPLUS COPYRIGHT 2001 ication of 

2000:564490 Document No. 13 ?::?* M ?* „, ***cvsteine*** mutants with 
***subtilisin*** Ba "^fi!uiaries caused remarkable changes in 
enantiomerically pure chiral auxiliaries cau ^ (Departm ent of 

activity. ***Dickman, M.*** , Toron ;° on, M5S 3H6, Can.). Bioorg. 
^^.^^M^^^ CODEN : BMECEP . ISSN: 

M structural modifications ^^"^^^i^of enantiomerically pure (R) and 
***cysteine*** . The covalent c °"P^ ng ,°l. nds to *** C ysteine*** 
(S) chiral auxilia^ Mttanetoxo^lfo^ ligj^^ e8 s i tacula , 

mutants of "^^J"^" between diastereomeric enzymes. Amidase and 
changes in catalytic activity ° e ^ e " ?g trate ap proxn. were used to 
esterase kinetic assays u "ng a substrag app (cMMs) ^ and up to 

establish kcat/KM values for the to moam diastereomeric enzymes. 
3-fold differences in activity were found oerwee benzyl . 

Changing the length of the carbon chain linki JJ JJJ unit re verses which 

oxazolidinone ligand to ^^^^sSiJaS^changing from a Ph to 
diastereomeric enzyme is m ° r ^ a ctive. Jimiia diaster eomeric enzyme 

benzyl oxazolidinone ligand at S16GC rev erses wn CMMs having 

S^I g rSX.-?Si/!K £ S t SS ?™ to amidase ratios with 
llTge differences between diastereomeric enzymes. .. 

L 28 ANSWER 2 OF 17 CAPLUS COPYRIGHT 2001 ACS elective protein 

2000:488710 Document No. 133.277977 control activity 

glycosylation for precise f^^f ^ . Jones , J. B.*** 

relationships. Davis, B. G. Lloyd, R. \r' Durham , DH1 3LE, UK). 

ab ^^^^^^^^ 

glycosylated forms which are difficult to sep P gources of 
individual properties, there is a need ror y prompte d us to 

carbohydrate-protein conjugates and this has of prote ins . 

develop a novel method for the site seiecziv y j , elective 
The potential of ^e method was illu atrated by sit ^ & m 

glycosylations of ***subtilisin __ d disaccharide MTS reagents 

protein. A representative library °f£°™ aSs and Ssed to modify 
Sere synthesized from their pa rent ca regret es and ^ ^ ^ 

***cysteine*** mutants of SBL at P°s^ 10 n =, the f irs t examples 

166 inthe SI site and 217 ^l- Jite. These^ «er ^ site Qf 

of prepns. of homogeneous neo f ^P^^f^" alvcan were predetd. The 
glycosylation and structure of the ^^roduced glycan w P combined 
Lope of this versatile method «f ^^rtful^H adjustment to introduce 
use of peracetylated MTS reagents andcareful pH a This me thod provides a 
glycans contg. different no ^:° f r ^^ a S a f°s virtually unlimited in the 
highly controlled and versatile rout e that « £« ted y and opens up 
scope of the sites and glycans that may be C °JJ | ti detn . of the 
hitherto inaccessible opportunities for the jystema clearly . 

properties of glycosylated Proteins ^^^ucture-hydrolytic activity 
demonstrated by the de tn . o ^ ^? e ^ a ^cos vl a ted CMMs forme d display kcat/KM 
relationships for SBL. .^%*Vnffi San wTto 7-fold lower than WT. 
values that range from Ll"^ ^jSns introduced modulates changes in 
The anomeric stereochem. of JhegJycaM introo lation enhances 

kcat/KM upon acetylation At P°^ions^ an ses that of 

the activity of • a iP to -r? ly °°^; a ^ d re ^ se d at position 166 where, in 
.beta. -glycosylated. This tren J, " ^Sfof .beta . -glycosylated CMMs 
contrast, acetylation enhances the kcat/KMs 9 t y with its surface 

but decreases those of • al P ha :I?iHl6 are more modest, but still allow 
SKrS X'SiSS? e ;ar^ariy\n^LghVycosylation with disaccharide 
lactose. 

L28 ANSWER 3 OF 17 CAPLUS COPYRIGHT ACS Qf ^ ^ 

2000:441949 Document No. 133 :7 2 71 L^Hritna multiple charges and altering 
methanethiosulfonate reagents « or . add ^Swn G • *** Jones, John*** 

^/^h^Tl^ TT^-cr^C. CZ, ». OK, 



AB 



DM,' EE, ES, FI. GB, CD. «. «. «, ». £. j»; j£ »• »; £ g; g 

KP, KR, KZ, LC, LK, LR, LS, LT, LU, LV, MA, nu, , UA UG 

NZ, PL, PT, RO, RU, SD, SB, SG, SI, SK, SL TJ TM TR, y ^ ^ 

UZ, VN, YD, ZA, ZW, AM, AZ, BY, KG, KZ, MU, ku, , LU 

BJ, CP, CG, CH, CI, CM, CY, DE, DK, ES, PI, PR, GA GB^ , 

fpP^ATI^WO SfeMfa^mfe^ PRIORITY : US 1 99 8-PV113130 
19981221; US 19 99 -467536 "MlgO. . £icit of enzymes by chem. 

A method and reagent kit f °^. alt "^.^ P ^"ents combined with genetic 
modification using m ethanethiosulfonate reagents comoin y ^ 

engineering based site-directed "genesis, is d ^losea ^ 

amino acid residues of^enr^ «e replacedjby cystei^ replacing 

Slhiol Sdrogen e in the^ * -cysteine* « . residues with^-jbatxtj-t 
gioupproviSing'a thiol side f-in^J^^^S^pSSJst -cfas 
Preferred enzymes * "ft™^;* ^teuSLe, an^ase? lactase, or 

threonine, valine, isoleucine, and alanine. Neg. charges can De 
introduced by sulfonatoethyl thiol, t^^llol lid 

3,5-dicarboxybenzyl thiol, 3, 3-dicarboxybutyl thiol, jnd aminoe thyl 
3 3,4-tricarboxybutyl thiol Pos - charges «n Je^nttoduced { 
thiol, 2- (trimethylammonium) ethyl thiol, 4 , 4 b = ™ in ™ multiply 
thiol and 2,2-bis(aminomethyl)-3-aminopropyl thiol Th ° S me Sod ^f 
charges moiety may be either a dendrimer or a Jf SciScy of an 

a enzyme n gy f detg ^S^FItSJ ^^^^1.1 is Jl-o 

ciSed Y Use 9 of detergent as component of enzyme-contg . compn. is 



claimed. 



T28 ANSWER 4 OF 17 CAPLUS COPYRIGHT 2001 ACS nnwprful 

Tetrahedron: Asymmetry, 11(1), 245-262 (Englisnj^uuu. 
toovi, nqsi-4166 Publisher: Elsevier Science Ltd. . 
AB Twe?ve°nove?1fycomethanethiosulfonate (glyco-^f) pro^n glycoaylation 

SSSSS SS^^iSSS n»" S BLillS lentSs ^SBLK using 
^a S 

properties of the protein despite differing only in the nature of their 
C-2 substituents . 

S^SST 5 D ^„tTo LO ?3^^ GH »ec^^ot e i„s and ^preparation >y 
reacting ***cysteine*** -containing proteins mutants with 9^osyi 

S^SSSfc Si^-; S! & »KV ». ». »' £- £■ S< S; 

: 3: S: S; S: S: S S: 2: : : | f S; : S: - 
5- S' S: S: S: S: S: a S: S: S S: S: S: §: S *»■= «: 

I: I. f&raWtttt 

***cysteine*** in a precursor protein, the s^ 1 ^^ v ^ 
residue being subsequently modified by reacting the Educing 
residue with a glycosylated thiosulfonate . Also, a method of producing 



AB 

a 



the chem. modified mutant protein is provided. ^gJJ-^^Se* 180 
relates to a glycosylated methane ^sulfonate, ^her »g^ cteristica 

present invention is a method of modifying the otein wit h a 

that of the wild- type. This modified enzyme may find use in enzymic 
peptide synthesis. 

T?8 ANSWER 6 OF 17 CAPLUS COPYRIGHT 2001 ACS - 

charae at^inaL amino acid sites. Davis, Benjamin G.; Khumtaveeporn, 
Kanjfi; Bo^Rlchard R.; * "Jones f J. Bryan*- 3 <fP^ nt °* 0 org. 
Chemistry, University of Toronto, Toronto ON, M5S 3H6 CaM . Bioorg 
Med. Chem., 7(11), 2303-2311 (English) 1999. CODEN . BMECEP . IbbM. 
0968-0896. Publisher: Elsevier Science Ltd.. m ^ fxr i nn reaaents in 

AB The use of methanethiosulfonates as thiol-specif ic modifying "agents in 
the strategy of combined site-directed mutagenesis and chem. modification 
ow visually unlimited opportunities for creating new Protein surface 
environments. As a consequence of our interest in .^f ^static 
manipulation as a means of tailoring enzyme activity and specific!^' w 
have recently adopted this approach for the controlled incorporation or 
multiple neg 7 changes at single sites in the r^^^^erine the 
nrn1 .„cp ***subtilisin*** Bacillus lentus (SBL) . We now aescriDe 
uSe of this strategy to introduce multiple pos. charges. A series of 
mono-f Si- and SlLonium methanethiosulfonates were synthesized and used 
to modify ***cysteine*** mutants of SBL at positions 62 in the S2 
site 156 and 166 in the SI site and 217 in the SI' site. Kinetic 
partners for these chem. modified mutants (CMM) enzymes were t . at pH 
ft fi The* nresence of up to three pos. charges m the SI, bl ana ^ 

ub;ites e o? r slL n rLulteS in up to ?7- fold lowered activity ? c, ssib y due 
to interference with the histidinium ion formed in the transition stare or 
the hydrolytic reactions catalyzed. 

t oo answer 7 OF 17 CAPLUS COPYRIGHT 2001 ACS , h-^ 1q 

2000 :S Document No. 132:134059 The controlled introduction of m ultiple 
negative charge at single amino acid sites in ***subtilis « 

& M » SBcfc. B isisr 0SS-0SSS-- ' = 

AB l"rusrc S f"«SL"2i;sulfc„at e s as thiol-specif ic modifyiag "»?|»« t £ n 
the strateav of combined site-directed mutagenesis and chem. modification 
aUows r vir?Lny Simited opportunities for creating new pro -n surface 
environments. As a consequence of our interest in electrostatic 
manipulation as a means of tailoring enzyme activity and specificity the 
authors have adopted this approach f or the contE ^i^^ n f JfP"g n ° n ° f 
multiple neg. charges at single sites m the representative serine 
Srotease ***subtilisin*** Bacillus lentus (SBL) . A series of mono-. 
Si an5 triacidic acid methanethiosulfonates were . sy^f^*^^ 
" H< fv ***cvsteine*** mutants of SBL at positions 62 in the S2 site, 
TSfSd 166 if thell site and 217 in the Si' "te gnetic parameters 
for these chem. modified mutant (CMM) enzymes were detd. at pH 8 6 under 
conditions which ensured complete ionization of the unnatural amino acid 
side-chains introduced. The presence of up to three neg. charges in tne 
ci el i ar ,H <?? subsites of SBL resulted m up to 11-fold lowered acLiyiuy, 
possibly Sue *L interference with oxyanion stabilization . of the transition 
Site of the hydrolytic reactions catalyzed. Each unit increase in neg 
cSrge resulted in a raising of Km and a redn of kcat. .However no upper 
limit was obsd. for increases in Km, whereas decreases m kcat reached a 
Siting value Comparison with sterically similar but uncharged CMMs 
revealed that electrostatic effects of neg. charges at positions 62, 156 



AB 



and 217 are detrimental but are beneficial at ^hese 
results indicate that the ground-state binding ot drast ic 

iSS^-SJKSi r f 4cienc/ e fnd1no b w U that SBL tolerates high 
levels of charge at single sites. 

L28 ANSWER 8 OF 17 CAPLUS COPYRIGHT 2001 the Speci ficity of the 

1999:577505 0°^^ ^3^3^4004 B lentus : Chemical Modification of 
SI Pocket of ***SuDtilisin ° . snecificity Limitations. 

ssss^sfr »>?»S&- C0DES: B1CHiW ' ISSH: 

desirable to have available ^toolbox of inexpensip we have 

large hydrophobic PI residues, such as the Jarge J^J^ spe cificity on 
std 9 suc-AAPF-pNA substrate To conf Sinatlon 5ith site-directed 
SI, a strategy of chem ^f^tion in^i "does not readily accept 
mutagenesis was applied. For example, h L f alan ine. 

small uncharged PI residues suc ^ "^g^^fthal would be of reduced 
Accordingly, with a view to "eating a SI pocket that cycloh exyl 
vol. providing a better fit for small PI "de cnains, ^^the aim of 

group was introduced by the CMM approach |t Position_SlbbC ^ 
partially filling up the SI pocket The S166C S ^ 2 t ^ t ' suc _ AA p A _p NA 
created showed a 2-fold improvement in kcat/KM with tne 

substrate and a 51-fold ^"^^.SeSSre^Sr-SBL does not readily 
selectivity relative to WT-SBL. ^thermore, wi improve SBL's 

accept pos. or neg. charged PI residues Therefore, to 1 P ^ ^ cm 
specificity toward pos. and neg. charged Pi r e ^ ue *' d F £ roupS/ re sp., 
methodol. to introduce complementary neg and pos charged gr p ^ P 
at position S166C in SI. A series of mono-, ^ ' and J | charged 
CMmI were generated and all showed ^proved kcat/KMs with th 
PI residue contg. subst rate .JCjMWJ I'hiSSS 3£ increasing no. of 
arithmetic improvements in kcat/KM were e ™"^ increases culminated in a 
neg. charges on the,S166C-R side chain. ^^.^ substrate and a 61-fold 
9-fold improvement in kcat/KM for the sue aafk pi compared to WT-SBL 

suc-AAPE-pNA/suc-AAPF-pNA selectivity relative to WT SBL. 

L28 ANSWER 9 OF 17 5^En^ 13 1^102548''' Modified enzymes and their use for 
1999:487229 Document No. 131.102548 Moairiea ^ Genencor International, 

peptide synthesis T f^o' 9937^24 Al 1999oS? 51 pp . DESIGNATED 

Inc., USA). PCT Int. Appl . WO 9937d^4 A t r II ty CA CH. CN, CD, CZ, 

STATES: W: AL, AM, AT, AU, AZ, BA, BB, BG, BR, BY CA CH CN ^ 

DE, DK, EE, ES, FI, GB, GE, GH, GM, HR, HU ID IL ^ ^ ^ ^ ^ 

KR, KZ, LC, LK, LR, LS, LT, LD, LV, MD, Mb, J uQ w> yU/ 

PT, RO, RU, SD, SE, SG, SI, |K, SL, TJ, TM, TR 1 c ^ ^ ^ 

11 a K: S: S: S: S £ 55, - - ^bSrf^"' 

S^USlS l^SOin^-pRlSTY^US 1^72^19980123; US 1998-PV72265 

AB PeTidfsynthesis was carried ^ using modified enzymes having.high ^ 
esterase and low amidase activity • One ;r more amino ^ ieMt 

ILTlTt^ ^SjeSe*** SSSs are modified by replacing thiol 
hySrogen'wIth a tSo^side chain to form . ^modif led er izyme . A ^ 

***cvsteine*** mutant derived from ** suotiiisin 
was moSfliS with alkyl methanethiosulfonate reagents and applied 
synthesis of dipeptides. 

L28 ANSWER 10 OF 17 CAPLUS COPYRIGHT 2001 ACS e Sf 

1999:487228 Document No. 131:99258 Chemically mu . detergent and 

methods for producing and screening them, and their use a 
feed additives and for textile treatment «£? PCT Int. Appl. WO 

Plettner, Erika (Genencor International Inc ., _USA) . PCTJ PP^ ^ 
9937323 Al 19990729, 30 pp. DESIGNATED SlAibb. w. 



BA*, ». BO, BR, «. CX, C„ » CO CJ. OE OK ». £ «. »; » ; 

S: 5; S; I?: S: S: S: |: S: g : s . » 3; « ; « ; & 

mutant enzymes for amidase and/or esterase acti for an anadase 

providing a chem. . modified mutant enzyme wi ^ ^ modified 

and/or a substrate for an esterase ana "=^y activity. The present 
mutant enzyme exhibits amidase and/or esterase activity ^ g fQr 
invention also relates to chem. mod fied rau idue | from an enzyme are 
Producing them where one or more amino acid resia *** cyst eine*** 
?Splacedby -Cysteine*** residu es, an d the \ hiol hydro gen m 

relidues are modified by replacing at least some ^ ^ fche chem _ 

the ***cysteine*** residue with a thiol sia d from the group 

modified mutant enzyme. The thiol side chain_is sel p _ CF 3-C6H4) , 

consisting of -SCH2 (p-CH -C6H4) , . ^ (p ^3^) with Bacillus 

and -SCH2 2,4-diN02-C6H3) . Tne ^ vei . N62c S 166C, and L217C 
lentus ***subtilisin*** . ^*cvs*- r^idues were reacted with a 
mutants, the newly created cys * s of the resulting 

SSlS ^^^S^S^tJTSS^CP^H^), had a 
favorably Increased esterase: amidase ratio. 

L2 8 ANSWER 11 OF 17 CAPLUS COPYRIGHT 2001 ACS d specificity and 

1999:485967 Document No. 131.268900 sin *** chemically modified at 

ratalvtic properties of mutant * subtiiisin Grace; ***Jones, *** 

Position S156C and S166C in the |1 pocket. DeSantis, Grac £ Tor onto, 

Bryan*** (Apartment of Chemistry, University Ush) 1999 . 

ON, M5S 3H6, Can.). Bioorg Med. Chem , 1(1) , 1381 ^ ^ _ 

CODEN : BMECEP . ISSN: .0968-0896 eX Qf *** S ubtilisin*** B. 

AB A series of chem. modified mutants (CMMs) or site-directed 

ten?us (SBL) were generated employing the ^nation^.^ ^ ^ of 
mutagenesis and chem. modification. This str gy ^ subsequen t 
a selected active site residue to ^ystein CH3S02S-R, where R may be 

modification with a methanethiosulfonate reagent evaluate the 

infinitely variable The present study was under^ ^ by 
changes in specificity and pH activity y with a 

modification of S156C and S166C in the SI P°get ° R=CH3 CH2 C6H5, 

Representative range of "de chain modificati ons^ n £ e expose d and 

CH2CH2NH3+ and CH2CH2S03- . The side chain of Sib ^ r . 
well solvated while that of SJ66C points i substrate sh owed that the 
evaluation of the CMMs with suc-AAPF pNA as su foy up 

kcat/KMs changed very little for the SlbbC urn > also detd#| and 

11-fold for the S166C CMMs. The PH-activity protii increased or 

showed that a neg. or pos . charged side chain mo for both 

decreased resp., the pKa of the catalytic triad n interio r 
modification sites but with more df 3 ^ 1 ^ changes addnl . 

pointing S166C than for the solvent exposed S156C^site. a representative 
S S altered specificity, ^ hlbl ^^ e ° ana 5 oq C Sibitors was detd. The 
Series of 5 boronic *cid transi^on sta^ana^ inh^ ^ 
Kis obsd. ranged from a 3.5-fold improvement o bility in all the 

S-fold decrease in binding ^^"^c^Sd binding resulted from 
parameters measured, activity, pKa, and Doro solvent-exposed 
modification at the inward pointing 166 site tnan 



156 site. 



L28 ANSWER 12 OF 17 CAPLUS COPYRIGHT 2001 ACS and MidaS e 

1999:298728 Document No. 131:70395 Modulation or Cnemica l Modification 

Activity of ***Subtilisin*** Bacillus len D * Santis , Gra ce; Stabile 
of ***cysteine*** Mutants Plet tner ; Eri^ ^ chemistrv university 

Michele R.; *** Jone *' J M ,? r ^ Can ) j. Am. Chem. Soc, 121(21), 
of Toronto, Toronto, ON, M5S 3H6, Can.). 0 0002-7863. Publisher: 

4977-4981 (English) 1999. CODEN JACSAT. ISS.M. 

American Chemical Society. n as for peptide coupling, a 

AB For synthetic applications of P^ 6 * 3 !^^ activities is required, 
combination of high esterase and low amidase a nrfi al/ the 

While achieving such specificity has been a io g alsQ 
decreases in amidase activity achieved to date n ^ s a 

accompanied by decreases ^.esterase activity modification was 



to' improve its esterase-over-a^idase specificity ^{^f ^fslte 
structure of SBL as a guide, ^^fj, L217, subsequent 
residues were chosen for mutagenesis to cystein ^ initia i ra pid, 

modification by alkyl »ethanethiosulfonate reagent ^ *n 1 generated 

whereas only 3 had better than WT amidase activity. 

L28 ANSWER 13 OF 17 CAPLOS COPYRIGHT 2001 ACS Glycosylate 
1998-756618 Document No. 130:110474 Controlled Site Selective biyc y 
1998 of Proteins by a Combined Site-Directed Mutagenesis and Chemical „ 
Modification Approach. Davis, Benjamin G , ^g*™ ioronto, Toronto, 

J.Bryan*** (Department of Chemistry, "niversit v ° h) 1998 . 

Sk^^ISSN-'^ cLmic^ Society . 

AB Si?e-diS mutagenesis combined with . chem modification provides a 

general method tha? allows ^of ^ of . 

^^cSSeiSe*** ^rpSUle^eS^siSoS and then reaction of its thiol 
~ residufwitn glycomethLethiosulfonate -agents. Four different sites^of^ 
*** Q11 hti 1 i <;in*** Bacillus lentus (SBL) were mutateu _ * 

Through adjustment of pH and appropriate selection of the giy y 
site, differently acetylated glycoforms of SBL were prepd. 

iM^c^ 

0960-894X. Publisher: Elsevier Science Ltd. . ***rv<5teine*** 
IB The reaction = methanetniosuifon.te J^" - Jg""^. 

unrestricted structural variations possible for CMMs P r «^" a 
preparative and screening challenge. To a <?^ e " f^^f C MMs has 

combinatorial method for prepg. and screening the activities of CMMs n 

been developed. 

Berolund Per; Stabile, Michele R. ; Gold, Marvin; ** 'Jones, J. Bryan 
"Stents of Chemistry and *^ iSS,, 31(17). 

6 B ro^LSrSUfr^d genesis ^^^^ ^If* 

dramatic changes in kcat/Bn, of an up "l 2 ?:! 0 ^^"^ 5 ^ si pocket and 
?f jarSairy furSS^ "^i| d S ^ Hcit^^reas the 
electrostatic interference with oxyanlon stabilization Activity is^ 

I? 66C-K enzymes iS that the pattern of activity changes obsd. with 



increasina steric size of R was not monotonic. Mol. modeling anal, was 
ised^anafy^e^his unprecedented structure-activity relationship and 
revealed that the position of the .beta. -carbon of Cysl66 modulates 
binding of the PI. residue of the AAPF product inhibitor. 

L28 ANSWER 16 OF 17 CAPLUS COPYRIGHT 2001 ACS ^ nnnf *** CV steine**' 

1997:324853 Document No. 127:30808 Chemical modification of cysteine 
mutants of ***subtilisin*** Bacillus lentus can create bet ter 
catalysts than the wild-type enzyme Berglund, Per; DeSantis, Grac ^< 
Stabile, Michele R. ; Shang, Xiao; Gold, Marvin; *^t, EUchard R., Graycar, 
Thomas P.; lau, Tony Hing; Mitchmson, Colin; ***Jones, J. Bryan 
(Departments of Chemistry and of Molecular and Medical Genetics, 
University of Toronto, Toronto, ON, M5S 3H6, Can.). J. Am. Ch em. Soc., 
119(22), 5265-5266 (English) 1997. CODEN: JACSAT . ISSN: 0002-7863. 



Publisher: American Chemical Society. ^^^a m „t an tq 

AB The ***Cys*** side-chains of the N62C and L217C site-directed mutants 
of ***subtilisin*** Bacillus lentus (SBL) were chem. modified with 11 
structurally varied, polar and nonpolar, methanethiosulfonate reagents to 
generate 22chem. modified mutant enzymes, of which 10 surpassed the 
catalytic activity of their wild- type parent by up to >3 fold. This 
combined site-directed mutagenesis -chem. modification strategy offers 
virtually unlimited possibilities for creating novel enzymes possessing 
unnatural amino acid side-chains. 
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1996-741314 Document- No. 126:28523 Altering the specificity of 

***subtilisin*** B . lentus by combining site-directed mutagenesis and 
chemical modification. Berglund, Per; Stabile, Michele R. ; Gold, Marvin; 

***Jones, J. Bryan*** (Dep. Chem. Mol. Med. Genetics, Univ. Toronto, 
Toronto, ON, M5S 3H6, Can.). Bioorg. Med. Chem. Lett , 6 (21) , 2507-2bl^ 
(Enqlish) 1996. CODEN: BMCLE8 . ISSN: 0960-894X. Publisher: Elsevier. 
AB Sethiol side chain of the M222C mutant of the ***subtilisin*** from 
Bacillus lentus (SBL) has been chem. modified by methyl-, aminoethyl-, and 
sulf onatoethylthiosulf onate reagents . Introduction of . charged residues 
into the active site of the enzyme reduced the catalytic efficiency with 
Suc-AAPF-pNA as the substrate, but resulted in better binding or 
sterically demanding boronic acid inhibitors. 



